.
2 by anti-gravity responses through the soleus muscles is called 'gravity-gateway reflex' (Arima et al., 2012; Tracey, 2012; Sabharwal et al., 2014) . In addition, this passive transfer EAE model enabled us to discover that other neural activators such as weak electric stimulation or pain sensation create unique gateways for immune cells at different sites (Arima et al., 2015a and 2015b) . Here, we describe detailed protocols for the passive transfer EAE model using MOG-specific CD4 + T cells, which are suitable for tracking autoreactive CD4 + T cells in vivo. Although protocols for EAE have been reported (Racke, 2001 ),
we particularly focus on the passive transfer EAE models and describe the methods in detail. The protocols here induce a transient EAE, in which after adoptive transfer, paralyzed tail (score 1) is expected to appear around 7 days, the clinical signs peak around 10-14 days with score 2 (uneven gait) to 2.5 (one paralyzed rear leg), and then the clinical symptoms will disappear around 20-25 days (Arima et al., 2015b) . In this remission phase, the mice look healthy. However, activated monocytes remain in the spinal cords, and paralysis returns upon specific neural activation including pain sensation (Arima et al., 2015b ). B. Separation of CD4 + T cells from MOG immunized mice by using CD4 Microbeads.
Materials and Reagents
1. Collect spleens from MOG immunized mice (30 mice) on day 9 or 10.
2. Homogenize the spleens on a cell strainer attached to a 50-ml tube using a plunger from a 2. www.bio-protocol.org/e2370 Vol 7, Iss 13, Jul 05, 2017 DOI:10.21769/BioProtoc.2370 5 ml syringe (7-8 spleens/tube, total four strainers and four 50-ml tubes are used for 30 mice).
Add plain RPMI medium up to 50 ml during homogenization. 2. Homogenize the iLNs on a cell strainer in a 50 ml tube using the plunger from a 2.5 ml syringe. 2. Add plain RPMI medium up to 50 ml/tube and centrifuge (600 x g, 5 min, 4 °C).
3. Aspirate the supernatant and add 1 ml/spleen RBC lysis buffer.
4. Add plain RPMI medium up to 50 ml and centrifuge (600 x g, 5 min, 4 °C).
5. Irradiate the cells at 35 Gy, centrifuge (600 x g, 5 min, 4 °C) and aspirate the supernatant.
6. Suspend the irradiated splenocytes in 10 ml IM20 medium, count and adjust the concentration to 2.5 x 10 6 cells/ml. 2 g ) is unraveled with a brush, put into a 20 ml syringe, and sterilized by autoclave 6. IM20 medium (600 ml) 500 ml Iscove's modified Dulbecco's medium 100 ml FBS 5 ml GlutaMAX-1 (100x) 1.8 μl 2-mercaptoethanol 5 ml 100x penicillin/streptomycin
